[Abstract] Drought stress negatively affects cotton plant growth and induces various biochemical and physiological responses in cotton plants. Proline content and antioxidant enzymes are thought to be associated with maintaining the structure of cellular components or with protecting cellular function.
27. Na2HPO4 stock solution (see Recipes) 28. NaH2PO4 stock solution (see Recipes) 29. PBS (pH 7.0) (see Recipes) 30. 2.5% acid-ninhydrin (see Recipes) 31. 3% sulphosalicylic acid (see Recipes) 32. 10% TCA (see Recipes) 33. 0.25% TBA (see Recipes) 34. PBS (pH 7.8) (see Recipes) 35. 1 mM EDTA-2Na (see Recipes) 36. 130 mM methionine (see Recipes) 37. 750 μM NBT (see Recipes) 38. 20 μM riboflavin (see Recipes) 39. 0.2% guaiacol (see Recipes) 40. PBS (pH 6.5) (see Recipes) 41. 5 mM GSH (see Recipes) 42. 1.5 mM CDNB (see Recipes) 5. For drought treatment, plantlets are then deprived of water for 35 days, followed by re-watering once. Seven days after the re-watering treatment, cotton plants with at least one un-wilting green young leaf as well as a living shoot apex is regarded as "survival" ( Figure 1A ). Survival rate is calculated as the ratio of number of survived plants over the total number of treated plants ( Figure 1B ). Well-watered plantlets under normal growth conditions serve as controls.
6. After 14 days of water-withhold treatment, take one or two young leaves for biochemical parameter analysis. c. Transfer the homogenate to two 1.5 ml centrifuge tubes ( Figure 2C ) and centrifuge at 10,000
x g for 20 min at 4 °C. g. Prepare L-proline standard curve for quantification according to the above steps 8b-f ( Figure   4 ).
h. Determine proline content of testing sample against the standard curve of L-proline.
i. Normalize proline content to protein content in sample with the unit "μg/mg protein".
j. Figure 5A shows the proline content decreased in GbMYB5-silenced cotton under drought stress. h. Figure 5C shows the activities of SOD decreased in GbMYB5-silenced cotton under drought stress.
11. POD activity test 
Note: In order to make a homogeneous solution for enzyme reaction, it is importance to add the crude extracts (small volume) in prior to the reaction buffer (big volume) into the cuvette.
Copyright f. Figure 5D shows the activities of POD decreased in GbMYB5-silenced cotton under drought stress. e. Figure 5E shows the activities of CAT decreased in GbMYB5-silenced cotton under drought stress.
13. GST activity assay e. Figure 5F shows the activities of GST decreased in GbMYB5-silenced cotton under drought stress.
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Recipes
Note: The pH value of the PBS buffer should be verified with pH meter before using.
